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infected by ingestion of soil or contaminated meat contain-
ing Toxocara larvae. Diagnosis of larval migrans is mainly
based on detection of speciﬁc antibodies determined by
enzyme-linked immunosorbent assay (ELISA), using larval
excretory-secretory (ES) antigens. The aim of this study was
to produce a monoclonal antibody against Toxocara cati sec-
ond stage larvae antigens for possible immunodiagnosis of
human toxocariasis.
Methods: Mice were immunized with T. cati L2S anti-
gens in a 35 day course. Spleen cells from immunized mice
were fused with P3U1 cells. Hybridoma cells were screened
against T. cati larvae antigens, and positive antibody pro-
ducing cells were selected and monoclonal antibody was
puriﬁed from supernatant of hybridoma growing cells. The
antibody was used in a sandwich ELISA system for detecting
of T. cati antigen.
Results: The isotype of produced monoclonal antibody
(TCTMAB) was IgG3. The produced monoclonal antibody
reacted with T. cati larvae antigens while no cross reaction
was found with antigens of both sexes of Toxocara cati adult
worms, Diroﬁlaria immitis, Ascaris sum adult worm and
metacercaria of Centrocestus aromatus. However the mon-
oclonal antibody cross reacted with antigen of Trichinella
spiralis larvae.
Conclusion: Our introduced sandwich ELISA seems to be
a useful method for detection of T. cati antigen and could
be used for proper serodiagnosis of human toxocariasis. The
ELISA system had a sufﬁcient sensitivity to detect 5 ng/ml of
antigen.
doi:10.1016/j.ijid.2008.05.1037
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The inhibition of Entamoeba histolytica encystment rep-
resents a target to block the amoeba life cycle and impede
its spreading. Unfortunately, the amoeba has not been
encysted in vitro and drugs against the cyst are not avail-
able. Variation in the oxygen tension when the trophozoites
move from the ascending to the descending colon could be
within the luminal factors involved in the in vivo encyst-
ment. The formation of toxic reactive oxygen species
in combination with other factors could activate cellular
mechanisms of defense, including encystment. Therefore,
we treated axenic cultures of HM1:IMSS trophozoites with
a mix of hydrogen peroxide and several oligoelements
(necessary for the activity of encystment enzymes) that
resulted in the transformation of trophozoites to rounded
and refringent-small structures which exhibited resistance
to different detergents. Fluorescein diacetate treatment
demonstrated that the viability of these cyst like-structures
started to decrease after 6 hours post-induction, reaching
100% of death after 24 hours. Ultraestructural analysis by
using scanning and transmission electron microscopy showed
multinucleated structures (2, 3 and even, with 4 nuclei)
with a smooth and thick membrane and multiple vacuoles.
A decrease in the glycogen stores and a net of ﬁbers similar
to chitin was also observed. The presence of this polymer of
N- acetilgalactosamine in the structures was demonstrated
by intense blue ﬂuorescence staining with white calcoﬂuor
as well as by positive lectures in a wheat germ agglutinin-
based ELISA, two reagents that speciﬁcally binds to chitin.
The expression of the E. histolytica Gln6Pi, rate-limiting
enzyme in the chitin synthesis pathway, was evaluated by RT-
PCR assay in untreated trophozoites and cyst-like structures.
Results demonstrated the over-expression of this enzyme (6
folds) in the cyst-like structures, suggesting that the encyst-
ment route was activated in the trophozoites when exposed
to our treatment.
doi:10.1016/j.ijid.2008.05.1038
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Background: Neurocysticercosis (NCC), the most common
neurological disorder of parasite etiology results from lodge-
ment of T. Solium cysticerci in the central nervous system.
The conﬁrmed diagnosis is based on radiological ﬁndings and
serodiagnostic technique(s). The sensitivity and speciﬁcity
of various serological techniques varies, depending upon the
technique and antigen used. Lowermolecular mass antigenic
fraction of T. Solium cysticerci (Tso) have been found highly
speciﬁc. Urine has been reported as better diagnostic sam-
ple than Serum in many microbial diseases due to advantage
of collection by non-invasive method. The present study was
aimed to evaluate LMM antigens for antibody detection in
serum and urine samples by western blot for the diagnosis
of NCC.
Methods: Serum and urine samples were collected from
125 clinically suspected and radiologically proven NCC
patients and 125 control (60 other neurological diseases,
40 other parasitic diseases, 25 healthy) subjects. The Tso
crude soluble extract antigen was prepared from naturally
infected pigs and subjected to SDS-PAGE. Lower molecular
Mass antigen (10—30KDa) fraction was eluted and subjected
to SDS-PAGE analysis followed by western blotting with the
use of all the serum/urine samples.
Results: The analysis of western blot results by UVIPho-
toMW software revealed four highly immunoreactive bands
(24.7, 26.6, 28.8 & 30KDa) with serum samples. Out of 125
NCC and 125 control serum samples, 24.7, 26.6, 28.8 &
30KDa antigenic fractions were immunoreactive with 28.8%,
52%, 44%, 71.2% NCC samples and 8%, 20%, 16.8% & 27.2%
control samples respectively. Out of 125 NCC and 125 control
urine samples, 32% and 54.4% respectively were immunore-
active with only 30 KDa antigenic fraction.
Conclusion: The study suggests that 30KDa antigenic frac-
tion appear to be the best diagnostic fraction for detection
of antibody in serum samples and the urine sample may not
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be a good diagnostic specimen, due to its low sensitivity and
speciﬁcity.
doi:10.1016/j.ijid.2008.05.1039
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Background: Neurocysticercosis (NCC) caused by T.
solium (Tso) cysticerci is a leading cause of seizures and
epilepsy in the developing world and is an increasingly
important health issue in Indian children. Although CT/MRI
is considered as a gold standard for the diagnosis of NCC,
because of its unavailability and high cost, its application
was limited in the developing countries. The sensitivity and
speciﬁcity of various available serological techniques was
low in case of single cysticercus granuloma cases which is a
more common feature in Indian children than multilesional
neurocysticercosis cases. Excretory Secretory (ES) antigens
have been proved as a better diagnostic antigen than crude
soluble antigen in many parasitic infections. The present
study was aimed to evaluate the ES antigens for antibody
detection in serum by ELISA and immunoblotting for the
diagnosis of NCC.
Methods: Serum samples were collected from 125 clin-
ically suspected and radiologically proven NCC patients
and 125 control subjects. The Tso cysticerci was isolated
from the naturally infected pigs and cultured in RPMI 1640
medium and ES antigen was prepared by (NH4)2SO4 pre-
cipitation method. The ES antigen was used in ELISA and
immunoblot for the diagnosis of NCC in children.
Results: The sensitivity and speciﬁcity of the ES antigen
ELISA was 61.6% and 76.8% respectively. In SDS-PAGE anal-
ysis of ES antigen, 29 antigenic fractions were identiﬁed
in between the molecular weight 20—325KDa. The analysis
of immunoblot results revealed one highly immunoreactive
antigenic fraction with the molecular weight of 74.9 KDa
with serum samples. Out of 125 NCC and 125 control serum
samples, the immunoreactivity of 74.9 KDa antigenic frac-
tion was 67.2% and 28% respectively.
Conclusion: The study suggests that ES antigens appear to
be the best diagnostic antigen than crude and other antigens
available for detection of antibody in serum samples for the
diagnosis of neurocysticercosis in children.
doi:10.1016/j.ijid.2008.05.1040
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Malaria is the main parasitic desease, responsible for
more than 300 million cases and more than two million
annual dead, causing major human and economic losses. In
addition, there are more than 2,400 million people at risk
of contracting this infection according to a report of the Pan
American Health Organization (PAHO). Colombia presents
195.719 cases of malaria. New alternatives for treatment
of malaria are needed and one is searching new drugs from
natural products.
A steroidal sapogenin (diosgenon) and ﬁve steroids com-
pounds from the plant S. nudum have been isolated. They
are similar to progesterone, with in vitro antimalarial activ-
ity and no mutagenic effect. This supports the need for
additional studies of molecular design with methods as QSAR
to recognize the structural and functional factors involved
in the antimalarial activity of these compounds, by means of
the synthesis of derivatives and analysis of relations it struc-
tures activity, jointly with in vitro antiplasmodial activity
and cytotoxic assays that support to the potential antimalar-
ial use as isolated steroids from S. nudum.
Diosgenone was modiﬁed (OH-1, Met-1, NB-1, PTSN-1,
diosgenine, dicarbonilic diosgenine, and both reduced dios-
genin and diosgenone). Also SN-2 was modiﬁed (diacetate,
aldehyde, ketone-aldehyde, aldehyde-alcohol and alcohol-
ketone). It was found that diosgenone derivatives had low
toxicity similar to natural compounds, except for the dicar-
bonilic derivative (47 ppm vs. 100.9 ppm) and SN-2 steroid
derivatives (924 ppm for natural steroid Vs 19.3. for the
derivative Aldehido-ketone).
The antimalarial activity were also measured in vitro,
using FCB-2 and NF-54 strains (chloroquine resistant and
chloroquine sensitive, respectively) using incorporation of
hypoxanthine [8—3] to compounds modiﬁed diosgenone and
SN-2 were made. The antimalarial activity in vitro for
diosgenone derivatives is less than the natural compound
when replacing the carbonyl and antimalarial activity in
diosgenin, which has no activity antimalarial after of addic-
tion carbonyl group. An IC50 of 0.3 ppm for derivative
diacetate SN-2 and 4.1 ppm for acetate present in the reac-
tion of SN-2 compared to 222.8 ppm for natural compounds
was found. All of SN-2 derivatives that undergone changes in
their acetate functional group showed a better antimalarial
activity than natural compounds.
These results demonstrate that the carbonyl group is nec-
essary for the antimalarial activity of diosgenone, but repeat
testing antimalarial activity associated with SN-2 using a dif-
ferent reactive oxidation is necessary to corroborate these
results and a change in the functional group and not by
contamination of the sample in the process of synthesis or
puriﬁcation.
doi:10.1016/j.ijid.2008.05.1041
